Abstract
Introduction Hepatitis B remains a major public health problem worldwide according to the World Health Organization approximately 240 million people have chronic hepatitis B and 470,000 deaths occur per year due to the consequences of hepatitis B such as cirrhosis and hepatocellular carcinoma [1] .
Currently Brazil has approximately 207,000,000 inhabitants and the distribution of HBV is quite heterogeneous in the 8,516,000 km 2 of country territorial extension. Aaccording to the Ministry of Health the incidence in the northern area is above the national average (11 vs. 6.5/ 100,000 inhabitants) [2] . However, southeast and south region concentrated the most cases of hepatitis B [3] . Although hepatitis B vaccine has been recommended nationwide since 2000 for newborns and individuals up to 49 years of age and vaccine coverage has had satisfactory results, there are still several barriers to reach the target population, such as regions with difficult access and lack of adherence to the complete vaccination schedule (three doses) [2, 3] . Over the past decade, Brazilian hemotherapy has been characterized by the development of laboratorial technologies and by the adoption of standard protocols for donor screening. The set of quantitative and qualitative measures adopted improved the transfusion safety by minimizing transfusion risks, especially related to transfusion safety in transmissible infections. Nucleic acid testing (NAT) for virus detection during blood screening has helped to prevent transfusion-transmitted infection worldwide [4, 5, 6, 7] . However, the risk of infection persists due to blood donations collected during the window period (WP) and the high prevalence of the disease in the source population, therefore some mathematical models are used to estimate the residual risk (RR) of transfusion-transmitted infections in several countries [8, 9, 10] .
Brazilian technical regulations on hemotherapeutic procedures are determined by the Ministry of Health. The managing policies of blood products prohibit the monetary incentives to blood donors. The candidates go through an interview and medical evaluation where they answer a clinic and epidemiologic questionnaire. From the analysis of the candidate's answers, the ones who demonstrate sexual behaviour with higher risks to sexual transmitted diseases will be excluded of the donation, following the American Association of Blood Banks (AABB) [11] .
In Brazil, the importance of knowing and monitoring the risk of HBV transmission during a blood transfusion was due to the recent implementation of the national NAT platform for HIV, HCV and HBV detection, by Bio-Manguinhos (FIOCRUZ, Rio de Janeiro, Brazil) and Ministry of Health, in all Blood Centers of country. In the Center for Hemotherapy and Hematology of Pará (HEMOPA) Foundation-responsible for the most blood and hemocomponents transfused in the State of Pará (northern Brazil with approximately eight million inhabitants), it has been implemented in 2012 for HIV and HCV. Afterwards, in January 2015, the screening for HBV was included and now is currently used concomitant with serological test: HBV surface antigen (HBsAg) and antibodies to HBV core antigen (anti-HBc) [12] .
Previous studies have reported a heterogeneous prevalence of the HBsAg marker between blood donors in different regions of Brazil, lower rates in the southern region, intermediate rates in the Northeast and Southeast, and higher rates in the Amazon region [10] . Prevalence and incidence data are important to have knowledge about the regional characteristics of HBV infection in blood donors and to assist in the development of public health policies. An accurate estimate of the risk of transfusion-transmitted HBV infection will help to monitor blood transfusion safety and will establish measures to minimize risk as well as assess the value of screening for HBV-NAT in Brazil. To our knowledge, this article is the first to evaluate the impact of HBV NAT implementation for blood screening in northern Brazil.The aim of this study was to determine the prevalence and incidence rates of HBV among voluntary blood donors of HEMOPA Foundation and to compare the residual risk of transfusion-transmitted HBV infection before and after the HBV-NAT implementation.
Materials and methods

Donors' database
The present study was conducted at the main HEMOPA blood center (Belém city) and it was reviewed and approved by the Federal University of Pará Ethics and Human Research Committees number: 1.982.903 (CAAE: 65760817.0.0000.5634). This study included all the donations collected between 07/01/2013 and 06/30/2016 in the ten blood centers of the HEMOPA Foundation distributed in the north (Belém, Ananindeua and Castanhal cities), west (Santarém city), southeast (Marabá, Redenção and Tucuruí cities), southwest (Altamira city) and northeast (Abaetetuba and Capanema cities) of the state of Pará. The study period was divided in two to perform the analyses: before (07.01.2013-12.31.2014) and after (01.01.2015-06.30.2016) NAT implementation. The donor database includes age, sex, ethnicity, school level, results of the screening assays and number of seroconvertors for the anti-HBc and HBsAg markers. The donors were classified as first time (FT-donors without previous donation) and repeat donor (RP-donors with one or more donation per year). Donations were classified as replacement if blood donors were donating on behalf of a friend or relative or as community if their donation was not targeted to a specific person.
HBV serological and molecular screening
Serological screening for HBsAg and anti-HBc markers were performed on all blood donations by the chemiluminescent assay (CMIA) using the Architect platform (Abbott Laboratories, Wiesbaden, Germany). Molecular screening for HBV was performed by NAT Kit manufactured by Bio-Manguinhos-detection limit of 50 IU/mL (FIOCRUZ, Brazil). The serological screening was applied in individual donations (ID) and the molecular screening was performed in a six-sample mini-pool (MP). NAT ID was applied to identify the positive samples in detected HBV MP. All Kits were applied according to the manufacturer's recommendations and all tests on blood samples were performed in the central laboratory at the main HEMOPA blood center, in Belém.
Serological and molecular HBV confirmatory tests
The HBsAg marker (CMIA) was used to calculate prevalence rates in the period between 2013-2014. Only confirmed cases by the simultaneous presence of the total anti-HBc marker (CMIA) were included, and in the cases without this serological confirmation the presence of the viral antigen was confirmed by the PCR assay (Roche Molecular Diagnostics). 
Prevalence and seroconversion rate per 100,000
The HBV prevalence was restricted to FT donors. The calculation was based on positive donations for HBsAg between the years 2013 and 2014, and between the years 2015 and 2016 on donations detected by HBV-NAT. Positive donations were divided by the total number of donations before and after HBV-NAT implementation. The seroconversion rate was restricted to RP donors and it was defined as the number of confirmed seroconverters (anti-HBc total) divided by the number of donations before and after the NAT implementation. The HBV prevalence and seroconversion rate were calculated by the type of donor, type of donation, blood bank region and donor characteristics.
Estimates of incidence person-year and residual risk
The study period was divided in before (18 months) and after (18 months) HBV-NAT implementation to perform the analyses. The incidence person-year (py) was calculated by dividing the number of RP donors who had the confirmed presence of HBV viral antigen (HBsAg or HBV-NAT) divided by the total number of py at risk. The number of py at risk was obtained by summing the days of the interdonation intervals between first and last donation for each RP donors. The time at risk for an uninfected donor is the time from first to last donation in the estimation interval and the time at risk for a seroconverting donor is the time from first donation in the estimation interval to half way between the last two donations. This calculation assumes that the risk of conversion is equally spread over the intervals; therefore their midpoint is the best unbiased estimate on this group.
The py incidence was adjusted considering that seroconversion to the hepatitis B surface antigen (HBsAg) will underestimate the incidence due to the transient nature of the antigenemia. In the period before HBV-NAT, the correction factor for HBsAg was estimated considering the positivity time of the 63-day HBsAg and the observed distribution of interdonation intervals among the study group, according to reports by Korelitz and co-authors [13] . In the period after HBV-NAT, the correction factor was estimated considering the mean of the seroconversion interval among the study group and the estimated period for detection of transient DNA of 94.5 days as suggested by Vermeulen and co-authors [5] .
The estimates of the residual risk (RR) of transfusion-transmitted viral infection were based on the incidence py adjusted and WP estimates model described by Schreiber and coauthors [14] . The residual risk is obtained by multiplying the incidence py for the WP expressed as a fraction of the year, according to the following formula: RR = incidence py x (WP screening test/365 days). The serological WP was used to calculate the RR before the HBV-NAT implementation (38.3 days-obtained from previous report [15, 16] ) and the after the HBV-NAT implementation was used 12 days (according to the manufacturer's).
Statistical analysis
Initially, the Pearson's chi-square test was used to evaluate the association between the differences in the categorical variants of prevalence and seroconversion rates. Next, the adjusted multivariate logistic regression model was applied. The absence of multicollinearity between the variables was examined by means of the variance inflation factor (VIF), and the cutoff value adopted for the existence of multicollinearity was VIF� 4. Fisher's exact tests and Pearson's chi-square were used for comparison of Confirmed HBV Positive and Person-years before and after HBV-NAT implementation. Poisson regression was used to evaluate the py incidence and residual risk differences, and CIs assumed that incident cases are Poisson distributed and residual risk estimates were computed with a Taylor series approximation to the residual risk standard error estimates. Data were analyzed using a statistics package SPSS v20.0 (SPSS, Chicago, IL, USA). A p value of less than 0.05 was considered statistically significant.
Results
During the period from July 1, 2013, to June 30, 2016, a total of 294,881 consecutive blood donations were collected at the ten Blood Centers of the HEMOPA Foundation. In the period before HBV-NAT implementation, 141,514 samples (which correspond to 47.9%) were screened for HBsAg and anti-HBc and after the implementation of HBV-NAT, 153,367 samples (52%) were tested concomitant by NAT and serological tests. A total of 208,780 (70.8%) of all donations came from repeat donors and was observed a predominance of community type donation (67.7%). The main donor group was composed by male (65.4%), aged between 16 and 39 years old (62.48%), high school level (59.24%) and mixed ethnicity (76.5%). Across all donations, 71.5% were from the North region of the state (Belém, Ananindeua and Castanhal cities) ( Table 1 ).
In the previous period to the implementation of HBV-NAT (2013-2014), 101 from the total of 108 FT donors detected by HBsAg were confirmed and included in this study. From these 101 included cases, 100 (99%) presented simultaneously anti-HBc and one presented the profile HBsAg+, anti-HBC-and PCR +. At the same period, 115 out of a total of 178 RP donors who seroconverted to anti-HBc were confirmed and included in this study. From these cases, 5 (4,3%) also presented the HBsAg and 100 presented the profile anti-HBc+, HBsAg-and confirmatory anti-HBs+.
In the period after the implantation of HBV-NAT (2015-2016), 114 FT donors were detected by the HBV-NAT. All of these cases were confirmed and included in this study. From this total, anti-HBc was also positive in 100% of the cases. HBsAg had coexisted in 108 of the cases (95%) and in 6 cases (5%) the occult hepatitis were confirmed (HBV-NAT +, anti-HBc + e HBsAg-). At the same time, 132 out of the total of 206 RP donors that seroconverted by anti-HBc were confirmed and included in the study. From these, 5 donors (3,8%) presented simultaneously HBsAg and HBV-NAT and the remaining 127 (96,2%) presented the profile anti-HBc+, HBsAg-, HBV-NAT+ and anti-HBs+ confirmatory. There were no occult hepatitis cases in RP donors in this period.
In Table 2 the prevalence per 100,000 donations in the period before and after HBV-NAT implementation were 247 and 251 respectively. In both periods, donations from male donors were more prevalent than donations from female, replacement donations showed higher prevalence than community donations, as the donor age group 40-69. In the period before HBV-NAT implementation, the Metropolitan region of the Pará State (North) presented low prevalence when compared to other regions. In the period after HBV-NAT implementation the Southwest blood center (Altamira city) presented the higher prevalence. There was no difference observed in the ethnicity group in both periods. After adjusted multivariate logistic regression analyses, the variables sex, donation type, age group, blood center and school level remained associated with HBV prevalence rate on blood donor in both periods. Table 3 shows the results of seroconversion rate of HBV infection in the period before and after HBV-NAT implementation, which were estimated at 114 and 122 per 100,000 donations, respectively. The age group 16-39 showed a higher seroconversion rate in the period before HBV-NAT implementation, however, in the period after HBV-NAT implementation was observed the higher seroconversion rate in the age group 40-69. Southwest blood center (Altamira city) and the blood centers of Metropolitan region of the Pará State (North region) presented the higher seroconversion rate in the period before HBV-NAT implementation, however, in following period, the Southwest and the Southeast region presented higher rate. Only in the period after HBV-NAT implementation, donor attending high school level showed a higher seroconversion rate of HBV. After adjusted multivariate logistic regression analyses, the variables age group and blood center, remained associated with HBV seroconversion rate in blood donor in both periods.
A total of 5 RP donors were converted to HBsAg in the period before the implementation of HBV-NAT, all 5 cases also had simultaneously seroconversion to anti-HBc (Table 4 ). The person time during this period among all repeat donors was 103,376, presenting an HBV incidence rate of 4.83 (95% CI 2.06-11.32) per 100,000 py. The incidence py adjusted was 6.65 (95% CI 3.38-13.14). Using 38.3 days for the infectious WP, the RR of transfusion-transmitted HBV infection was estimated in 0.69 per 100,000 donations (95% CI 0.63-0.74) or 1:144,92 donations.
In the period after the implementation of HBV-NAT, 10 RP donors were detected with the presence of viral DNA, all of these cases were confirmed and included in this study. The number of confirmed cases of HBV was higher in this period (10 vs. 5 cases, p<0.001). Out of the total, 4 cases (40%) presented at the same time the marker HBsAg. Three cases (30%) presented two serological markers (HBsAg and anti-HBc) and the last three cases (30%) were considered WP cases. In this period the total person-years at risk was 110,747, producing an incidence rate of HBV of 9.02 (95% CI: 4.9-16.62) per 100,000 py. The adjusted incidence was 10.43 per 100,000 py (95% CI 6.99-18.71). This period also presented a higher incidence rate than the period before HBV-NAT implementation (10.43 vs. 6.65, p = 0.027). Estimated WP was reduced to 12 days using HBV-NAT, thus, the RR of transfusion-transmitted HBV infection was significantly reduced to 0.34 per 100,000 donations (95% CI 0.28-0.39) or 1:294,11 donations (p<0.001). 
Discussion
This study describes the prevalence and the incidence of HBV infection by serological and molecular markers and residual risk of transfusion-transmitted HBV among voluntary blood donations in northern Brazil. Serological markers in the period of 2013-2014 and molecular markers in the period of 2015-2016 showed similar prevalence in both periods (247 and 251/100,000). The general prevalence of HBV among blood donors in this study was very high compared with other previous blood services in developed countries like Canadian Blood Services (97/100,000, 2001-2005) [16] , and American Red Cross (70/100,000, 2001-2002) [17] . In Argentina the most current prevalence of HBV in voluntary blood donors was 198/100,000, lower rate than those found in our study [18] .
In Brazil, the prevalence rates of HBV infection markers in blood donors shows significant numbers and varies according to the serological marker: 0.14%-0.68% for HBsAg and 2.05%-6.12% for anti-HBc [19, 20] . A study conducted in three blood banks located in different cities of the country showed differences in the prevalence of HBV (HBsAg and anti-HBc reactivity) infection in FT donors. In Recife (northeast), a higher prevalence of infected donors was observed (419/100,000), followed by Belo Horizonte (270/100,000) and São Paulo (213/ 100,000), both cities in the southeast region [10] . Our study presented a lower prevalence in relation to the cities of Recife and Belo Horizonte and a higher prevalence than that found in the city of São Paulo. This data is important and it is a warning to local authorities to strengthen prevention, protection and treatment of Hepatitis B.
In Brazil, according to the Ministry of Health, the prevalence rate (in the presence of symptoms) in 2016 was estimated at 6.9 per 100,000 inhabitants in the general population. In the period from 1999 to 2016, 212,031 confirmed cases of HBV were reported, with the majority of these cases (HBsAg and anti-HBc reactivity) concentrated in the Southeast (35.5%) and South (31.4%) regions, followed by the North (14.3%), the Northeast (9.4%) and the Central West regions (9.3%) [2] . This same report showed in the last two years a growing notification of cases mainly in the north region [21] . However, the absence of notification cases of HBV infection, especially in less developed regions of the state, can become an important bias in northern region data.
In our study a higher prevalence of HBV infection was observed in male donors aged over 40 years and with low school level. This data is in agreement with other studies in blood donors worldwide [6, 10, 15, 22] . The highest prevalence among male donors may be correlated with the behavioral aspects adopted by these donors. In Brazil, the low school level may be associated with poor socioeconomic conditions and more restricted access to health services. In older ages, this association may be a reflection of a cumulative effect of behavioral risks. The highest prevalence in replacement donations is in agreement with results found in other Brazilian studies [22] . Despite the increasing rate of anti-HBs reactive subjects due to the successful immunization program in Brazil the adoption of NAT for hepatitis B screening in Brazilian Blood Centers has helped to prevent transfusion-transmitted infection. In the state of São Paulo, at Sírio Libanês hospital, there were HBV-infected (through blood transfusion) patients, which happened through WP and HBV-NAT and it could have interdicted this infectious unit [23] . The first Brazilian case of the immunological window for HBV was identified through individual HBV-NAT screening that identified one first-time donor as having hepatitis B in WP, which was not released for transfusion [24] .
It was observed in the HEMOPA Foundation that after the introduction of HBV-NAT in donor screening, the py incidence increased significantly, probably due to the greater sensitivity of HBV-NAT that detected 3 cases of HBV in donors in WP, strengthening the effectiveness of HBV-NAT in relation to the serological methods as well as the importance that this technique has added to the strategies to increase transfusion safety in our region.
The introduction of HBV-NAT test also allowed the detection of 6 occult hepatitis cases among the 45,332 FT donor samples in the period of 2015-2016. It is appropriated the data supply of prevalence of this clinic entity in blood donors in order to do an evaluation of the viral persistence state, nevertheless, occult hepatitis can be transmitted through transfusion mainly in those countries that did not adopt the anti-HBc test in serological triage.
In relation to the seroconversion rate of HBV in RP donors was observed that only during before HBV-NAT period (2013-2014) there was a bigger rate of donors who were among 16-29 (the lowest prevalence in FT donors to HBV), these data can reflect the necessity to invest in prevention and vaccine campaigns (as this age group shows more active sexual behavior), therefore being the most common infection through HBV.
The residual risk is a very important statistical tool applied in hemotherapy to analyze transfusion safety, it is expressed as the chance of contracting a certain infection through transfused blood. Therefore, the estimates of residual risk are critical to monitoring transfusion safety and assessing the potential effect of new screening tests in Blood Centers [13, 25] . Our study estimated for the first time the residual risk of HBV transfusion-transmitted in Northern Brazil. The residual risk results showed a significant reduction, from 1: 144,92 to 1: 294,11, due to the fact that the WP of the HBV-NAT is shorter than the WP of serological tests. As a result, this data showed that there was an improvement in transfusion safety in our region.
In Brazil, before HBV-NAT implementation, Kupek and coauthors estimated in the south of the country the RR for HBV by different methods (stand-alone HBsAg, HBsAg yield method, and recent anti-HBc seroconversions). The RR estimated ranged from 1:30,821 to 1:62,482 [26] .
The residual risk for HBV transfusion-transmitted found in our study is very high when compared to developed countries [15] . The countries of the Americas and European are considered by the WHO to be of low prevalence for HBV [1] . Blood services estimated the residual risk before HBV-NAT ranging from 1: 62,500 to 1: 640,000 and after HBV-NAT ranging from 1: 115,000 to 1: 8,000,000 [15, 27, 28, 29, 30, 31] . Considered by WHO as regions of medium and high prevalence of HBV infection, respectively, the Republic of Korea and the African continent described the RR before HBV-NAT between 1: 121 and 1: 1,000 and after HBV-NAT, Republic of Korea and the South Africa, between 1: 39,956 and 1: 43,666 [32, 33, 34, 35, 36, 37] .
Blood transfusion is considered a potential risk factor for transmission of viral infections [38] , therefore the first step for proper recruitment for blood safety is to reduce the risk of transfusion-transmitted infections, avoiding collecting blood from donors with higher risk and preventing the waste of resources. Secondly, the effectiveness of the pre-donations interview to eliminate candidate donors who engage in risky sexual behavior. Therefore, an approach during clinical screening that could, above all, during the care, raise awareness, clarify and sensitize the donor about the importance of the act, can reduce these risks [39] .
We recognized some limitations in our study. HBV seroconversion rate may have been underestimated since only donations with positive confirmatory tests were considered in the study. This criterion adopted in our study was able to avoid false-positive results. According to the literature, the genotype can influence WP [7] . Our study did not investigate which genotypes were circulating during this period in our region, however, a recent study revealed that the most frequent genotypes in Brazil are A (58.7%), D (23.4%) and F (11.3%) [40] .
Conclusion
The safety of blood transfusion in northern Brazil has increased significantly with the deployment of HBV-NAT, contributing to greater safety of blood products produced at the HEMOPA Foundation. However, recruitment strategies and donor selection remain important tools that need to be improved to ensure, along with screening tests, a better transfusion safety. In addition, the Brazilian NAT platform aims to increase the sensitivity of the kit as well as the inclusion of new targets.
Author Contributions
Conceptualization: Angelita Silva de Miranda Corrêa, Letícia Martins Lamarão, Priscilla Cristina Moura Vieira, Rommel Rodríguez Burbano. 
